Figure S1. Baseline Immune Responses and Representative IgG1 versus IgE Plots 2 Weeks after Immunization
T/B monoclonal mice were immunized with 100 µg of protein in 1 mg of alum by i.p. route. Two weeks after immunization the mice were sacrificed for analysis. The percentage of IgE + and IgG1 + cells in mesenteric LN was determined by flow cytometry as described in Experimental Procedures. + T cells and B220 + B cells were purified by magnetic sorting and processed for RNA extraction and cDNA synthesis. Expression levels of IL-4 in cDNA from T cells, and of the immunoglobulin constant regions in cDNA from B cells, were determined by real time PCR. β-actin was used for normalization. An earlier peak is considered as pre-germinal center switching (switching in extrafollicular antigen forming cell foci) (Jacob et al., 1991; Smith et al., 1996) . + and IgE + cells were detected on day 6 after immunization, consistent with the FACS analysis ( Figure 1 ). On day 9, IgG1 + cells were prominent in follicles, were they localize to GC. Large IgG1 + follicular areas (corresponding to GC) were observed in sections from days 12 and 16, diminishing by day 23. Bright IgG1 + cells, corresponding to pre-plasma cells and/or plasma cells, were also found in T cell areas and red pulp (see days 12, 16 and 23). IgE + cells were scattered in follicular and extra-follicular areas on day 9, and afterwards were localized mainly to the T/B cell-areas margins and T cell areas. 
Figure S8. Analysis of PEP1-Binding Lymphocytes in Mice Immunized with OVA-PEP1
T/B monoclonal mice were immunized twice (three weeks interval) with OVA-PEP1. Two weeks after the second immunization, mice were sacrificed and spleens and mesenteric LN were harvested. Single cell suspensions were acid-treated to remove cytophilic (extrinsic) antibodies, as described in the Experimental Procedures section. The cells were then depleted of T cells and naïve B cells by magnetic sorting, using FITC-labeled KJ1-26 and anti-IgD antibodies, followed by anti-FITC magnetic beads. The depleted population was then stained with APC-labeled anti-B220 antibodies and biotinilated PEP1, followed by PE-Cy7-labelled Streptavidin. B220 + PEP1 + cells and B220 + PEP1 -cells were sorted using a MoFlo flow cytometer. The samples were processed for RNA extraction and cDNA synthesis. IgG1 sequences were amplified from sorted PEP1 + and PEP1 -cells, cloned and sequenced as described in the Experimental Procedures section. κ light chain sequences were amplified using the primers ACATCTGAAAGGCAGGTGGA and CAAGAAGCACACGACTGAGG. The numbers in the boxes indicate the percentage of sequences that had the indicated residues. The top residue in each box (i.e. R 97 , N 100a , A 101 ) is always the germline residue (Kabat numbering). N/K, or P/S/I/D indicate that all these replacements were found, adding up to 10% and 19%, respectively. Figure S9 . Average DNA Mutations in VDJ Sequences from Switched Antibodies T/B monoclonal mice were immunized twice with high affinity (HA) or low affinity (PEP1) antigen conjugated to OVA. Immunizations were performed with a 23 days interval by intraperitoneal route, with 100 µg of crosslinked antigen adsorbed to alum. Thirteen days after the second immunization, the mice were sacrificed and the spleens were harvested for RNA extraction and cDNA synthesis. IgG1, IgG3 and IgE VDJ sequences were amplified using a 5'UTR primer in combination with primers for the constant regions of IgG1, IgE or IgG3 (see Experimental Procedures). PCR products were cloned and sequenced. Data represent the average number of DNA mutations per sequence ± STD. Sequences were amplified from 3 mice per group. N= 30, 26, 19, 23, 31 , and 10 sequences, respectively. + FAS + cells were isolated from pooled spleen and LN from T/B monoclonal mice 26 days after immunization with OVA-PEP1. 7x10
6 MoFlo sorted IgG1 + cells were transferred to DO11.10 TCR Tg RAG KO mice (n=3). The recipient mice, and a control non-transferred group, were immunized with OVA-PEP1 one day after the cell transfer. The mice were bled on days 9, 18 and 25 after immunization, and IgE antibody levels in serum were determined by ELISA. The graphic shows the production of IgE antibodies in mice infused with IgG1 + cells and immunized with OVA-PEP1.
